
IN THE UNITED STSS^^g^raNT AND TRADEMARK OFFICE 

In re Japanese Patent Laid-Open No. 264027/92 (JP 4264027) 
based on Japanese Patent Application No. 108977/81 citecFras 
JP 4264027 in the office action mailed April 4, 2001 in IOS. s jyj 
Patent Application Serial No. 09/221,931 rn S 



VERIFICATION OF TRANSLATION ^ 

Honorable Commissioner of Patents and Trademarks 73 
Washington, DC 20231 g 

Sir: 

I, Jun NAKAGAWA of 3-7-21, Shibayama, Funabashi-shi , 
Chiba-ken, Japan, declare 

(1) that I know well both the Japanese and English 
languages ; 

(2) that I translated the above-identified reference 
from the Japanese to English; 

(3) that the attached English translation is a true and 
correct translation of the relevant parts of the 
specification of the above-identified reference to the best 
of my knowledge and belief; and 

(4) all statements made of my own knowledge are true 
and that all statements made on information and belief are 
believed to be true; and further that these statements are 
made with the knowledge that willful false statements and the 
like are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that 
such willful false statements may jeopardize the validity of 
the above application or any patent issued thereon. 
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Translation of the relevant parts of JP 4264027 
<Claims> 

<Claim 1> A composition for prevention of colon cancer of this reference 
comprises polyphenols represented by the formula (1) and/or (2): 



<1) 



(2) 

wherein Rl represents hydrogen atom or a hydroxyl group and R2 represents 
hydrogen atom or 3,4,5-trihydrbxybenzoyl. 

<0010> 

<Forms for Uses> 

The composition for prevention of colon cancer according to the present 
invention is preferably formed in the form of foods including various 
confectioneries and beverages. As the components used to produce these foods, 
various food materials and food additives are used according to its purposes and 
forms for its uses. For example, those are combined appropriately which include 
coloring agents, sweeteners, enzymes, thickening and stabilizing agents, gum bases, 
coating agents, bitters, antioxidants, seasonings, enrichments, additives for 
production; preservatives, flavor-fixing agents, acidity-providing agents, oils, 
binders, spices, dairy products, serials, purified proteins, microorganism 
preparations, nutrient enrichments and the like. The polyphenols as the active 
components of the present invention is effective for prevention of colon cancer at a 
dose of 300 to 600mg/day to a human adult of 60kg weights. Therefore, regarding 
the amount of the food to be eaten and the final form of the food such as its 
external appearance and taste, the content of the polyphenols in the composition for 
prevention of colon cancer according to the present invention is preferably from 
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0.05 to 0.7% and more preferably from 0.3 to 0.5%. When it is less than 0.05%, a 
large amount of intake of the composition for prevention of colon cancer according 
to the present invention is required, while, when it is more than 0.7%, the external 
appearance and taste of the final products is spoiled and it becomes difficult to 
achieve the object of the present invention that "the composition can be taken 
naturally by diet in every day life". Further, regarding intervals for intake of the 
composition for prevention of colon cancer according to the present invention, it is 
preferred that a necessary daily intake amount calculated based on the weight of 
each person is taken daily. 

<0011> 
<Function> 

The function of the polyphenols as the active components in the present 
invention is explained in detail by mentioning the test examples below. 

Test Example 1 

Fisher rats (male, 8 weeks of age) were bred a MF solid feed as a product of 
Oriental Yeast Co. Ltd. and water, and initiation was carried out by subcutaneous 
injection of 7.4mg/kg of azoximethane (a product of Sigma) once per week from 
the first week to the tenth week. These rats were divided into three groups to set a 
control group (26 rats), a test group (26 rats) and a comparative group (26 rats), 
respectively. During the 11 week and the 26 week, the control group was fed 
continuously by water, while the test group and the comparative group were fed by 
water containing 0.01% of polyphenols of Example 1 and water containing 0.01% 
of a tea extract by hot water, respectively. A group (10 rats X 3)which was set, 
which was fed in the same manner as the above groups except that the group was 
not treated by azoximethane. After 26 weeks, they were dissected for test and 
colon cancer was searched. Student' t-test and -r-2 — test were used for 
determination of the rate of tumor occurrence and tumor number per a rat. The 
results are shown in Table 2 
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<0012> 
Table 2 



Groups in Experimetns 
(Effective rat number) 


Control 
Group(21) 


Group with 
administration of 
polyphenols of 
Example 1 (21) 


Group with 
administration of 
a tea extract by 
hot water (22) 


Tumor number per one rat 
(Average ± standard 
deviation) 


1.5 ±0.2 


0.6 ± 0.2* 


1.1 ±0.2 


Rate of tumor occurrence 


81 


38* 


68 



The value with * is significant with P < 0.01 against the control group. 



<0013> 

In addition, no tumor occurrence was observed in the 3 groups without the 
azoximethane treatment. 



<0014> 

Test Example 2 

Fisher rats (male, 8 weeks of age) were bred a MF powder feed as a product 
of Oriental Yeast Co. Ltd. and water, and initiation was carried out by 
subcutaneous injection of 7.4mg/kg of azoximethane (a product of Sigma) once per 
week from the first week to the tenth week. These rats were divided into three 
groups to set a control group (30ats), a test group (30ats) and a comparative group 
(30ats), respectively. During the 11 week and the 26 week, the control group was 
fed continuously by the MF powder feed water, while the test group and the 
comparative group were fed by a MF powder feed containing 0.015% of 
polyphenols of Example 1 and a MF powder feed containing 0.015% of a 
commercially sold tea powder, respectively. A group (10 rats X 3)which was set, 
which was fed in the same manner as the above groups except that the group was 
not treated by azoximethane. After 26 weeks, they were dissected for test and 
colon cancer was searched. Students t-test and % 2 -test were used for 
determination of the rate of tumor occurrence and tumor number per a rat. The 
results are shown in Table 3 
<0015> 
Table 3 



Groups in Experimetns | Control | Group with 1 Group with 
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(Effective rat number) 


Group(25) 


administration of 
polyphenols of 
Example 1 (26) 


administration of 
a tea extract by 
hot water (25) 


Tumor number per one rat 
(Average ± standard 
deviation) 


1.7 ±0.2 


0.5 ±0.1* 


1.2 ±0.2 


Rate of tumor occurrence 


84 


35* 


76 



The value with * is significant with P < 0.001 against the control group. 



<0016> 

In addition, no tumor occurrence was observed in the 3 groups without the 
azoximethane treatment. 

<0017> 

As is clear from the above test examples 1 and 2, the polyphenols as the 
active components in the present invention can significantly prevent colon cancer 
at a concentration in water to drink or a feed between 0.01 and 0.015%. When 
these effective amounts were converted into those for a human adult with 60kg 
weight, the effective amounts correspond to about 300 to about 600 mg/day and the 
composition for prevention of colon cancer can be taken naturally as diet in every 
day life. 

<0018> 
<Example> 
Example 1 

Three liters of water was added to 300g of commercially available green tea 
and stirred at intervals to carry out extraction for 1 hour at 75 *C. The extract 
solution was filtered and the aqueous layer was obtained. After three liters of ethyl 
acetate was added and stirred violently, the solution was allowed to stand overnight. 
The ethyl acetate layer was dried to solid state under reduce pressure and charged 
to silica gel chromatography (8cm X 70cm, 1.5kg) and eluted by 20:1 and 10:1 
(v/v) of a chloroform - methanol solvent in this order. The eluate by the 10:1 
chloroform - methanol solvent was dried to solid state under reduced pressure and 
thus polyphenols with 93% purity was obtained. This content of the polyphenols 
was represented by the official tannin analysis method. 
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